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.916-925, 1999) 0 ^^.-Q, 1995¥fc ft o X International Mesoth 
elioma Interest Group (1MIG) IC £ 9 , J^il * & H 5 S 

Hn-NM#ittfSill££ ft T 1^5 ( * i? , « 18^ 9-§- pp. 916-925, 1 
999) o 

^) r^K^^Hj pp. 406-408, 1999) „ ^il © A £ ftfc T * 
h ti^miSTtC^L, < £ t^j20¥O^tt*J^fc £ oT« 

(SU#3^) r^K^^Aj pp. 469-472, 1999) „ ^©fc*, jg 
|g^©&*$>^ (B'Jfl&3J3) rpfiftS&&j pp. 406-408 

, 1999) „ 

JftSrmrSi^S* 5 *)* ffR, 18#, 9*, pp.916-925, 199 

9) o <W;fcWC, M Mb £ HmMtrC^T* 5 met 

hotrexate (MTX) kUeucovin#f^&**¥&S£&©^$^ s 37% t 

JcfilX, »RL**»ofc g^©k##- (S'Jflfr3£) rp? 

m^m&i pp. 570-573, 2003) . *fc, * A/ Mill * AJB *J- 

t^U^-T<> £ i fc&&©JiB>r??$8^tt35~43% iSi^ (US*, 
g^O^^, (JgiJ#3J3) rnfift#gi£U pp. 469-472, 1999) . 
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in vitro-CIL-6£3SgiLTV^ £ t tt*P btlX& 9 % ILS^M^ 
-* tr* *&M*fflfla#cAB22£f It L fc ^ !> * , ^^9J!^i# 

j!, :i £ /0*#££;frTV^ (Bielefeldt-Ohmann, Cance 

r Immunol Immunother 40: 241-250, 1995) 0 * 1t , St£J&l^ t f , & 
JBHifOJfiLft f OIL-GU^/WS, ll^TK^tti (pleural effusion) £ 

t£l®m&hZ> Z t >$S£q feftTV^ (Nakano, British Journal of C 
ancer 77(6): 907-912, 1998) 0 $ h fcMm* &m&% OMmMm 

5 ^ t £ tlX 5 (Higashihara, Cancer October 15, 1992 
, volume 70, No. 8, pp. 2105-2108) 0 

Bielefeldt-Ohmann & , AB22£r^fit U t £ * IE M 2 @ <P ffl £ T? 
7S> h ^t-^ ^ ^ IL-6^#: (6B4) B#£ft®HI 
&:fc*tfiifT&** tell fetufc^ i lritUTV^5 

(Bielefeldt-Ohmann, Cancer Immunol Immunother 40: 241-250, 
1995) o La»L'fc#fc, Bielefeldttf)#£}C $UL-6ft;#{* 
in vitroT?AB22te*f L T Eg O If 5g#Jf6tf2&:£ ft* £ T , £tIL-6£t# 

?&S5i5 Lfc-r ? * fcfcV^T t^^fc^t ^mm%.tfm& btltz (Biel 
efeldt-Ohmann, Cancer Immunol Immunother 40: 241-250, 1995) 
o -ffc:b*>, ffiIL-6Jfc#®*&Mte#1-3J«»»iMW:iii vitro*5i 
tfin vivotf>V^T ftfcl&V^T t> & 6> ft T V*fc o fc„ 

E^O^^. (5IJW3J) rnfift&as&j pp. 469-472, 1999 
tpm, PfK» 18#, 9#, pp. 916-925, 1999 

(jglJ#3Jl) rpfRSS&Aj pp. 406-408, 19 



WO 2005/037315 



PCT/JP2004/015674 



99 

m¥<Dh<4>%.~ (mm3M ) rufiasgs&j ' pp. 570-573, 20 

03 

Bielef eldt-Ohmann, Cancer Immunol Immunother 40: 241-250, 
1995 

Higashihara, Cancer October 15, 1992, volume 70, No. 8, pp. 
2105-2108 

^ot, #38W«u (il-6) ry^ = ^ 

#3SWW:*fc, O^-M *ls-6 (IL-6) = ^ h 

o 

^l^tS^t- 19 , L< «IL-6^^#:{;:^-r5^y * 
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, t S lL-6£®fc\Z%'i-'6*; ? #J?LtfPM-l£i;#'T? 

(1) *&ttte**J©»it<&fc*©^ ^*-*>f *y-6 (IL-6) 

r y * fo^Io 

(2) ttw* &m#mm+&ms*>z* mm U) m«*o«ffl 0 

(3) MIB 8ttM&ifiAft*cfc5 % MfG (2) KfB 

(4) Bif IB IL-6T y* y >asiL-6g^#fc*t-f 5£^;#T*;fc5 
s ffjfE (l) ~ (3) ©v>-f fta»ic:f3&©&/flo 

(5) m&ll-e&®fcKttt 5$ift&lL-6&®WKtt1- Z * J ? 
n-^/UftftT&S, IfrlB (4) (ciBit^^ffio 

(6) IUI5IL-6g^#(c^-t-5m#:^ t hIL-6S^#(^t5^ 
^p-t«l?^5, WIS (4) (ciE^^^fflo 

(7) WBlL-6S##K:#+5ti#^^^^IL-6S*#l!:»-t-5 

* v-i-sumftvbz, mm (4) iciBftottffl. 

(8) MmiL-6%®fc\ztt+zftfti>m&x-Mtiiftv$>z> > mm 

(4) ~ (7) ©v^-h/^KIBgiOttflJ. 

(9) ffiffB t h lL-6£$#R:a*-t-$*/ * a -'Jvi'ftfttfPM-lft 
#-C&>5, miB (6) (cfBiiO&fflo 

(10) |fI|2-7^^IL-6^^^(J:^-r5^y * n -^/Vfet^^MRl 
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6-mftx-hz>. mm (7) K&mom-M. 

(11) WIBIL-6g£W&t-Sft#^L-6g&#fc&-t5*;>< 7 

t h^L^"t?*>s, wis (4) ~ (io) © 

(12) WiBIL-6g^#K*j--?-5 t hfflflsRflcast hSHbPM-lfifcft 
WIS (11) fc!B*©ttJ8'. 

d3) ^AmmmKn-r^mmnmnKommoft^o^ 

(IL-6) T>? =r~X hOteMo 

d4) mriBt A«-e*>«, wis (i3) izm®<z>& 
(is) mmmmtp&mtK m&Mm*&mx-&z, mm ci4) k 

(16) WIBIL-6T MML-6g£#fc*t-r3*t# , 'C&3 
, (13) ~ (15) ©V^*lJ&»K:iB<ft©teJfl 0 

(17) WSBIL-6Satfrfc*fi-5ft:#*siL-6S$#t!:»"t-5^/ * 
o-^/l'fttt-e&S, WIS (16) KUBfSOfcffi. 

(18) MfcIL-6£g#te#-t5$i;fl:ast ML-6S*#K:*H-5* 
;^p-t;^#-efc5, WIS (16) fcIBffc©«Jli. 

(19) WI3IL-6S^^fJ:>sr't-5^^35W^^IL-6^^#:(C^"f-5 

t^p-t^ftTfjbs, tir ib (i6) iznmotiiBo 

(20) WI3IL-6g£#»c^5fit#tfS&&;iMft#T&5, WIS 
(16) ~ (19) ©V>-ftt3&»Kl8E*©ftfflo 

(21) Iff IBt ML-6g$#fc*t'f * n-^tfcfttfPM-ltS; 

WIS (18) izmm<o^M 0 

(22) itftlB^**iL-6g£# * t»-^^a##mn , 

6-l$t^-r'fe 5 > WIS (19) K:iBfi<B&Jf! 0 

(23) WIBIL-6S$frfc»-t-S«:#3i s IL-6g*#fc»-t-5^^ 7 
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t h§Hb£i;#£7tttt hfoftx-hz, HtrfB (16) ~ (22) <d 

(24) Hli2IL-6££#fc:*f-?-5 b Mftfetfi 5 t hlHbPM-lfcift 

-e&s, itriE (23) {ciE^^^ffi, 

-r y^-p -r * v-6 (il-6) t = * h Sr&^-rs 1 1 

(2) «riB4>As^Mfli>f)ABT?ft>«, ±15 (1) Kmm<D^m 0 

(3) ttfiej^jit^M^, m-&mm*&mvhz, ±ie (2) i^is 

(4) ffJi3IL-6T =f = ^ h tfSlL-eg&ttfcjtf-f 5ft#T?S>S 
, ±IB (1) ~ (3) ©iNffuMclEifcO^fe. 

(5) ff|BIL-6S^#:fc^-t-^^:^^IL-6^^^{2:^-f-5^y * 
* ±IB (4) fclBtt©:£«fc. 

(6) ffgBIL-6g^#fc*f-f S^ift^t ML-6g^# (c^-f 5 * 
/ * p -^/l-^^T*&5, ±13 (4) fcfBiftO^&o 

(7) fTIBIL-6S*{*:|i:^-t-5^:#iW»>^IL-6g$#K:^i-S 
# u -1- ±|3 (4) 

(8) MIBIL-6g##fc#^SffifM**«*S$i#'e&S, ±12 
(4) ~ (7) (D^1TtlfrlzmM<D%m 0 

(9) KTIEt h ll-6%®ftKM'tZ*; 9 n-i-jl<$Lft.1P?\k-m 
#T*&3, ±|B (6) (c|B^O^ife„ 

(10) IL-6^^#:^M1-5 ^ y * n -^/Hft^MSMRl 
6-l£t#-C&$, ±IE (7) lCiB«tf>#S;, 

(11) lW!EIL-6g£#{C#^5m#;anL-6££#K:#-f 5 7 
t hSHfcfctttSfc&fc hia#T*;fe5, ±|E (4) ~ (10) <D 
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(12) tMTIBlL-6S**fe»'t-<5 t bMfttt^t KSHfePII-Ufc* 
±|E (11) fclB«fe0^feo 

(13) +&«ttfi©*««r#Hffl-r5:frftK::feV*T, £K*|itflt:£; 
R£1-3»*te-f y^-n^r 4r>--6 (IL-6) 7V^ = ^ h 

(14) Hirffi'r&fttfMK'f'&fll''Cf*>£* ±IB (13) fclB«0*«fe 

o 

(is) flriBftftf ^ttJife^^^JB-efcs, ±ie (14) \z 

(16) KriBiL-6T y 9 vtnL-$&®mztt-rz>$iW~Qhz> 

, ±13 (13) ~ (15) ©V>-f*l/*>fc|E*©^r&. 

(17) ffiSBIL-6££#Kl#r5*ii##IL-6g£#K:»i-S J ir/ * 

±IB (16) fcE*©^fe. 

(18) fIiBIL-6^^#:^*f-r5^:^>i 5 1 ML-63££# m»f 5 * 
/ * xx -1-;v%ifrX*h%, ±m (16) fcfc«fc©;frifc. 

(19) t»IBIL-6ift##K:»r«*t#^^ ^^IL-6S&*#m»-f« 
* b -^;u^t#T?$>5, _t|B (16) KSB*l0;frifc. 

(20) WIBIL-6S£#fc&^5ftfc#tetfe;iMSi#'CS>S, ±1E 
(16) ~ (19) ©VN-f *LAMcS«©^ife. 

(21) Iff SB t h IL-6^^^{cM-f5 * *-^/^##PM-l}7t 

±|B (18) HHB*©#«fc. 

(22) tlT IB **IL-6$ 5 ^ B-^-;WSi##MRl 

6-i#i#-c*>s, ±ib (i9) \zm®o%m 0 

(23) l»IBIL-6£*#fc#?*5ft##IL-6g£#K:»?-S** 7 
t hiflJttftSfcttt h£t#T-&5, ±|B (16) ~ (22) © 

v>r tit* izmm<vjj&o 

8 
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(24) flrfBIL-6£&#fc*H-3 fc MMbftfttft h SHfcPM-liatt 
±ffl (23) Rl"fa'*fe©#8c. 

H2t4, 2©Jg*«:*U 0*tt + &Mlllfl&#0IL-6 

(IL-6R) <Z>£jg'|4 (4IL/j:v^t) ^^t^77T'fc5 
o GAPDHtt, rt£te=* y h B-^i tt^l LfcGAPDH ( ^ U 

t;P7;Pft K-3-U y|ft K o <AmRNA*£^1- 0 

52fc £ Z jk^Mj&m&ft* (VEGF) IL-6 1 IL-6R t K X 

H4tt, gJ60!l4 ©*S***U Mtt*&JffiM**H28fc:oVNT 

il-6r\z&z mm &&mt v%^vfiL*g]&j$,mmm* (vegf> 

H5tt, Hlfifll 5 ©*&*«rj*U IL-6{C<J:3VEGFS£$t3|l*T-fc 
Z>H2025mi&WKte^Tl*, IL-6{C£ 5 $J $ lc <£ o T STAT3© !) 
4fe#fl6ii£;h,3 ©tefcfU IL-6IC J: SVEGFS£#ff*8cT?*>'5H28 
Hlfe«K:*5V>Tt±, lL-6teJ:5jfflJ»K:.J:oTSTAT3©y 

@6li, HMJ 6 (D&&*7fi U IL-6IC £ 5VEGFg£g|2g#cT?fc 
5H2025j|WI&«cT?«tIL-6i: IL-6R t <^fij^{c £ 9 S0CS3© 3531 
ZtlZtDlzttL, IL-6K: J; 5VEGFjg^^H^^T-fc5H28Jia^^-e 
ft, #R*«HJ:S0CS3#3fc3!£*i5 £ i Sr tpI"? y 7 V h 5 , 

0714, £%09 7 -Cftffl UfcT 0 ^^ S KpGL3-VEGF&tfpGL3-VEGF 

9 
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<£p-STAT3^£^ft££M Lfc^£IL-6te: <£ •SVEGF^o ^--*-£> 

B9I4, HJfcfll 5 ~ 7 ©5&£a>e>jtJ££*l3, H2052^JJS^(j: *5 
#5, IL-6te£5JN»K:£5YEGF:/p J E--*-©B!& (VEGFtf>^£ 

BlOtt* 8 U H2052#Bj|&tfc£>igJii#, IL-6RO 

Hlltt, HlfeM 9 ©*t*«r*U IL-6&tf IL-6RIC J; S H2052^KJi& 

o 

H12». 3fc*«10©Jtt*fc*U H226$IJ&l*<Dif attfS, IL-6RO 
#**»T?IL-6»*«#ttKHiJp-t-5 £ £ , &tfMRAO#Jf|ilJ$;££^ 

H13», ^WJ8©M^*L, H226j»Iiia©i«»^, IL-6RO# 
5^'l44 , ^JBJlillS^H2052jNBJ3SS^H226©tim^ji#ffi^> t M 

Hist*, mmmwm&ZTFL, m&tp&mmi&msw, H226, 

H2052S^H2452K:*5tt5IL-6OJplJSi[fc J:5VEGF©^0SI«#, t h 

016ft, 5feJfi0!ll3©i»&*£;j*U H2052^^^H2452^J3S^{c*5Vn 
"C , IL-6X'0«ir*ttIL-6S*#©JPlI»tfc £ 0 ^^$n^STAT30 JJ 

10 



WO 2005/037315 PCT/JP2004/015674 
So 

®17te, H Ife 0J 14 Sr*U IL-6St>"pT^#IL-6^^#0$lJ 
$K J: *H2052jftJ6«cRt;:H226«ll!&«c©ii5lHEii^, fftVEGFStttK: 

IL-6ttB«mS#J«H-=F2 (BSF2) fcSV^Ii^ y^-7x p y jJ2 

f&ttfcfcH-5--t-5#4fcB^fc UT?IIJtl (Hirano, T. et al. ,Na 
ture (1986) 324, 73-76 ) % « * © M ©$16 fc J£# £ 

Rfc-r^mm?* h #<y yv&z z t &w ka^&ofc (ah™, s 

. et al. , Adv. in Immunology (1993) 54, 1-78) „ IL-6fi, T V 

yt&zkmfavf&mikzmm'rzz t&m&ztix^z (utz, m. 

et al. , J. Exp. Med. (1988) 167, 1253-1258) „ 

t5„ -of*, IL-GifirnG'TZft* S$j80kD© y #y K*S-£t3:g6 
K©IL-6£##-T?&5 (Taga, T. et al. , J. Exp. Med. (1987) 1 
66, 967-981, Yamasaki, K. et al. , Science (1987) 241, 825-82 

8) . iL-6g^#«, mmm^nmvxmmm±\zm^.ir^mm^m 

130kD ©]gg&«gpl30 T'fc5 e IL-6t IL-6£^#:{*IL-6/IL-6g 
mW^W £tML, ^VNfgpl30 - t fc «fc 9 s IL-6© 

4»^Wflftt**Jffflll&rtiJ:eaSl**t* (Taga, T. et al. , Cell (198 

9) 58, 573-581) . 

IL-6T^*=* = ;* M*> IL-6©£fc¥Wi&tt©'l5a&|B*1-.54& 

11 
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fX'fcS, ihitK, IL-6K*f-t-5#L# (mi-emW) s IL-6S 

(SriL-6S*fr«flO , gpl30 I:tt5«:# (ft 
g P 130 ftflO , IL-6&^#, IL-eXttlL-eg^M^T 9 ?- 

£UL-6g£#£i#fc:W tt(i, v^oj&»©«##*>* (Novick, 
D. et al. , Hybridoma (1991) 10, 137-146 , Huang, Y. W. et al 
., Hybridoma (1993) 12, 621-630 , B Rgfttf PR ##W0 95- 

09873 , 7 7 ^WtfffiK&WS^FR 2694767, * B # I? # •*§• US 5 
21628 ) o ■£© — o-CvfeS-r $ (Hirata, Y. et al. , J 

. Immunol. (1989) 143, 2900-2906) ©ffifitttife£|g« (CDR; com 
plementarity determining region ) £r fc h }?C #: ^ ^ fit *f~ 5 t f£ 

J: t)#P>tufefc hSi{UPM-l^i#^^i&tiTVN5 (li^^Wl^l 
##W0 92-19759 ) „ 

HfffBIL-67 y h tt, L< ttIL-6S«t#l!i»-rSK* 

T?& 0, «F* L < ttfc h IL-6^^#:(c:^-t-6^y * n --JvUftttX 
tt-v*;*IL-65££#K:*H-3*/ * ft ft"?* 5. _kl3fc h 

IL-6g£ * » -^rvi^ft t LTttPM-l#i#tf5 0!|j5*$ 

*K £*iL-6g^#{;:*t1-5*-/ * /Ufa fab LTttM 

R16-10t#tf*#tf&;h/-5. WIBO^Ii, #*L<tt, 

*^KT'fffi £*l5IL-6T>* h *&fll*fflJiS©*#5ii& 

■flilHU *A«fe*fl©i&teJ*a* LT#fflfcfc©^**ttf, ^© 
**, ««*s J:tfJgJfK«:IH!;bfcVN e 

IL-6T h tt, IL-6(C i 5 '>^^-7ue***Wf V, IL-6 

©£to5*WStt*lfi*-*-54&R-C&S. IL-6Ty* =f=* h fi, 0 
£L<teIL-6, IL-6g^#&tfgpl30 ©VNf *l 3&» © *S In » -f 5 PI 

12 
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mftm zfi-tzyonx-hZo il-6t is*=f~x h t u-cti, 

^IL-6*ru#:, '%ilL-6$:'®fa$ifc, ^Lgpl30 ft # / IL-6&^#\ *T?£ 
t£lL-6g£#&^#&5 VNf*IL-6Xf*IL-6g^#<£gP K*5 

ftfcfcffrt. LV^ nit ^ * -^/Hftft £ LXIi, /n 

^ © ft #ttIL-6£: 5 £ J; t> > IL-6tf>IL-6g^# 

^ IB* LTIL-6©&4& IB 16 rt^©fc»&8»r?* 

- <A £ 5 ftft# t Itli, MH166 (Matsuda, T. et al. , Eur. J. 
Immunol. (1988) 18, 951-956) ^SK2 ft# (Sato, K. et al. , 
$21 HI B ^»!Bft(1991) 21, 166) 

ftiL-6ft#g£/wy y k— i^^ictti^siOTL. 

, KT©i5^frMt-t5, t*bt), IL-6£MftM t LT 
flit, £ ft £51 ft tytdSotMU, #£>ft5& 

Aftfttcte, ftiL-6ft#&f£®i-t-5 td r± ^ o «t 5 X v>„ 

0lJx.ii\ ft#&#Og*T£ftIf £ LTl£ffi£;ft,3 t ML-614, Eur. J 
. Biochem (1987) 168, 543-550 , J. Immunol. (1988) 140, 153 
4-1541 , &5V^Agr. Biol. Chem. (1990) 54, 2685-2688 M 

13 
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0 

rOi^^S^iltlt MR16-1£l# (Tamura, T. et al. Proc 
. Natl. Acad. Sci. USA (1993) 90, 11924-11928), PM-lfctft (Hi 
rata, Y. et al. , J. Immunol. (1989) 143, 2900-2906) , AUK12- 
20£t AUK64-7 %Zfc h 5 ^ ISAUK146-15 ftft (mffiSftftttimA M 
#-i§-W0 92-19759)^ if ^tffeft 5, iH?>©5^t\ 
VNftfti LTPM-l^#:^#JfbtlSo 

&*5, PM-lfet^jg^/N-r 7 ]) h*--?1WJfoW\*, PM-1 1 LT, $55: 

rfJ^l TBI #ifcl *&H6 ) fc, ¥^tc¥7 £12EHC FERM BP- 
2998t LT/^-i^ h&ifftK:g^# S^f6£ *UTV^ 0 £ /c , M 
R16-1 fcfcMg.^'f 7 V K-^$BJ£#U*, Rat-mouse hybridoma MR 

14 
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16-1 1 it, m±n &mAmm&ffim&wftffift&±V!imft±>* 

- (f»|o< tfrfjjTl "TBI #iftl <p*£6 y Id, ^j&9 ^3 £ 
13 0 fc, FERM BP-5875i: LXzf y b th^^g-l % tl 

IL-6g£#:£^ft;*n;jg t LtUfflLt, iti«:If ©jfe^^ftfc L 

So 

^^H#^WJ®^H##EP 325474 * * IL-6g^# 0 

ft HI & Iffl # -t m ffl ¥■ 3-155795 Hi HH ^ $ ft fc I L-6g & # jt B * 

MBLX^Z h<D (*T?£&IL-6g^flO (Yasukawa, K. et al. , J 
. Biochem. (1990) 108, 673-676) k<D~ UM^h^o pf^ttIL-6 

&®fcttfc\±mmm\zf£i!tLx^ziL-6%®ft<DmigftkffimKm 
®frt>Mj$,tsn,x& i? , mmmnmmm&z^&Mmmnmmmk 
itoffoftmmfcxm vx ^ ^> Mxm^^mn-e^^w t x v^s 

o iL-6g5g#gGltii, #^^/Bv^ ibft5mL-6g£#ia#<z>f£ 

15 
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a» h n fill© iL-6^^#s e gir^^p o*fe-eiS! t , 

t ML-6g£#&:a- K-t-«cDNA$r£tf:/7* $ KpIBIBSF2R & 
^W-TS^m® (E.coli) tt, ¥^tc¥ (1989¥) 1 £9 0 fttftt 

tfrfjmi TBI *£JI6 ) {C, HB101-pIBIBSF2R tUT, g 

te#-^FERM BP-2232ir Ut/^^ h 2^ t H B*fe $ *lt 

*^KT^I £*uSftgpl30 tfctttt, &*n©¥Il!«:ffiV*T# U * 
P-t/vXIi^y if v -1- iv&fcb LT#3rt #3§03 
T-^ffl £*i,3iagpl30 It, W fc ifc 9L«b« * *0 * J if p- 

r O#C#tegpl30 ^#t5iil:i9, IL-6/IL-6 
gW#:^^#^gpl30 -CO^^$r|5i.W LTIL-6<&£4&¥Wi&tt©ilW 

Z <D X 0 teftfak Ittt, AM64#i#: (# P¥3-219894) , 4B11$l 
#*5itf2H4 ftft (US 5571513) B-S12 *5 £ T>'B-P8£i#: 
¥8-291199) ft£f#^tfP>*t<5, 

^ gP i30 > p-t;^#I4A^ K-^tt, 
&*n&ffi£i£fflU HT©i5lcttff»tt5. 1"fcb*>, gpl3 

o zmftmrnt its« ut, rtiSrigo^g^tLfc^ct 
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tfj;v> 0 fll&tf, £t#&#©$f£#i;Mi: ttfi £ft5gpl30 tt> 

mwWffrmm&M&^w 411946 icw^ftfcgpiso jtte^/r? 

g#J©gpl30 iSI^i^O^t'ilfU, r©!itMgpl30 
S&ftfcJftfrftff & UTflv**ttf J:v> 0 £fc, gpl30 Sr^^LTVN 

5^n&^gpi3o m&Wkmvm&ntoM&m&nzf&rftiLfcb u 

ft ft 3 ft 3 * tTIi, #KRg&£ft3 1>©T- 

tt*v^, #llJ&I*£{£&ffl1-3£lM£©®£tt£#li: UTl^t 

y K «fr # ft ffl 3 ft 3 . 

« ft ft JSC "J - 5 fctt, &*P©2f&fc LfctfoTfr frft 

5c #J*.te\ lRf^tn;iRSr"ltlL»«©ttKrtXtt 
, ^Tl-aittS - t K £ 5 nt>ti5o *ffWH:Wt, ^ft#LlI£PB 
S (Phosphate-Buffered Saline ) ^^S^^tK^ "C if S ft * 

, mm tfc t> o^fiiu •? m#<oTV=.*> k mm. 

r.© J; 5 I^St, Jfe?» f t^M M<0^l**: u^yu^±#"f-5©S:?fe 
IS L 7c # *9Ltt**> 5>*ffiittlia* $ 5t •? W £ft* *Bte»£fcf*3 
ft5o *nH&Il!£fc:tt;*ft3$f * LV>:fc£jSMj&£ Utll, #Kli$*fflI& 
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v-^mm\±. -t"(*KL\ (Dmmm, fli&tf, P3X63Ag8.6 

53 (Kearney, J. F. et al. J. Immnol. (1979) 123, 1548-1550) 
% P3X63Ag8U. 1 (Current Topics in Microbiology and Immunolog 
y (1978) 81, 1-7) , NS-1 (Kohler. G. and Milstein, C. Eur. J 
. Immunol. (1976) 6, 511-519 ) > MPC-11 (Margulies. D. H. et 
al. , Cell (1976) 8, 405-415 ) , SP2/0 (Shulman, M. et al. , 
Nature (1978) 276, 269-270 ) * F0 (de St. Groth, S. F. et a 
1. , J. Immunol. Methods (1980) 35, 1-21 ) , S194 (Trowbridge 
, I. S. J. Exp. Med. (1978) 148, 313-323) , R210 (Galfre, G. 
et al. , Nature (1979) 277, 131-133 ) m ifi M £ tl 3 . 

$ JV^T-^i V h Ojjfe (Kohler. G. and Milstein, 
C. % Methods Enzymol. (1981) 73, 3-46) %$KmtXff 5 Z ktf 

% )K])xf i/y^y zi—jv (peg ) , ± v ¥4 << jvt. (hvj ) m 

Km iI&RPMI1640Jg«$u MEM ftgfflU ^©ftfe, ;:<£@<9#fflM* 

(fcs ) fcitii^ffitSiH-ets, 

18 



WO 2005/037315 



PCT/JP2004/015674 



, ¥^#^S1000~6000 gg©PEG MSril&Y 30-60 % (w/v 

a«^>r k-^», ®a©5i^i##&> #i;ttf, hat mmm 

WitS'W^y K-^«*©fBIIS <#K£»II&) #?ES8?-*©fc. 

t-r j K-^©**y- 

5It:, thy W«#&in vitro-C@fa©tfcJBSe*X»tt:llR3SlS 

FfM©*iEX(iirLJ©^^lfflJ3a^©i^^S14SrW-r5Eff 
lot h Htt5 (#£¥1-59878 #10 . £ 

, t htt^JSfi^^WN'- h y — h7V7v?i = -; 

LT t> iVN ( S fF til M W0 93/12227 % W0 92/ 
03918 , WO 94/02602 % W0 94/25585 , W0 96/34096 , W0 96/3373 

5 &m o 
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11 #*1 f:fcS|6 ) Kl x ¥/&te¥7 J 12 H fc, FERM BP-2998 2: L 

x-?*'** H*jBfcS<3tBB*ie**bfcPM-iK:frS^^'r 7 9 K 

M-lttfrS:l»Si"t«*fe^, #/^:/y K~*«r»Sfc#il&, 09*. 

10% ? ^116 AllflLft > 5 %BM-Condimed HI (Boehringer Mannhei 
m M) £WRPMI1640#ifi, *4-f\) K-vSFM (GIBCO-BRL |S! 

) , PFHM-II (GIBCO-BRL Si) *T!#*U *©#*±»*>fc 

PM-iffifl: 5:fc#t?*5. 

IrjV^r (0IJx.te\ Borrebaeck C. A. K. and Larric 

k J. W. THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the 
United Kingdom by MACMILLAN PUBLISHERS LTD, 1990#JI) . 

--rfrb, tfc#©*T& (V ) = - K-rSmRNASr^lHII-S. mR 

NA©#$£{i, &*P©3f&, W*.«r, ^r = ^i/jga^ffi (Chirgwin 
, J. M. et al. , Biochemistry (1979) 18, 5294-5299 ) x AGPCSc 
(Chomczynski, P. et al. , Anal. Biochem. (1987)162, 156-159) 
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^tCj; 19 £RNA SrPSUb, mRNA Purification Kit (Pharmaciaft) 

LTmRNASTgHfti 1 -'*. QuickPrep' mRNA Purificati 

on Kit (Pharmacia ft) &fl§ V> 5 £ fc J: 9 mRNA* H &33ft i" S £ 

fe;fcfcMRNAa»&iBM#*fc/8V^tt#V $t cDNAS: £$-r 
5, cDNAtf)^^^ AMY Reverse Transcriptase First-strand cDN 
A Synthesis Kit ^Zft^Xn 0 £ * s T*t 5 . * ft % cDNA©£/ifc 
*5 J:t^*l(l*ff 5 fcttS'-Anpli FINDER RACE Kit (Clontechft) & 
<fct>*PCR %M VN7t5'-RACE & (Frohman, M. A. et al. , Proc. Nat 
1. Acad. Sci. USA (1988) 85, 8998-9002 ; Belyavsky, A. et al. 
, Nucleic Acids Res. (1989) 17, 2919-2932 ) fcttffit5wi# 
-CtS. ®btltc?CR Mfyfrb Bft£1-5DNA BJfJf U , 

S m b~fZ>%iW<Dy ft«Sra- K-TSDNA jftS * *t ft Jf , 
Bff3©ffi#£#«« (C ft«) fc=»~ K-fSDNA £3g*gU £*t«r 

, fctttC $*$ODNA Sr^tflS^^^ * ■ 8& & T- <fc 

i u-cA^wmak* Lfcite-^m^^M^:^, 0>J;ttf> (ch 
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imeric) ift^ t hlfb (Humanized) tn-W^ t h (human) ta#£r 

7ft#f2, fflU<D X 0 lT#fc$iftV = - Ft" SDN 

A Srt hfcfcttC Mm** - iJI^U, ^ftSrlgfl^V * 

mm am 125023 , m^mwmm^mm^no 92-19759 

DNA %<£t?y 7 X 5: Ktt, #*pPM-k3*5 <fc l>*pPM-hl i $ ft, £ 
<D7*7*>$ Kl:f tS^Clf tt, National Collections of Indust 
rial and Marine Bacteria Limited ( ^ h^y fySOt^SiT 
^;V7VK3^£| * = s> h y V K T/^f-f — y AB2 1RY 
t y 9 /n- K7^ ^ii 9 23) fc % 1991^2^120^, #*NCIMB 
40366 &tfNCIMB40362£ h fc£<J £ BR»*K S ft 

t hSUfelffitttt, (reshaped) fc h i $ ft , t h 

#*©Pi&?LI&«K #J;itf^ ?*ft#0^ttt£&££t$ (CDR)£fc h 

Wtfftfc^P feftTV^ (8JcW#ffttiM&M##EP 125023 , H 
Eg#fr ffiM& HI ## W0. 92-19759 #Jf) . 

(FR; framework region) & 3 Hi" 5 £ 5 fc Rtr b fc DNA I3?iJ£, 

y =T* * W^-^ K^fePCR feia #feftfcDNA £fc h 

ftftC K1-5DNA i^^L, & Vn * * - 
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#fFttlM^i#^EP 239400 % ffl|i«fr{±J® & $##W0 92-19759 
#M) . 

^^jg^-a-^^^^^-r^ to assigns. ^n^c, 

(Sato, K. et al. , Cancer Res. (1993) 53, 851-856) 0 

th^C ffi«Htli, Cv t>ft> fllfctf, Cyl , Cy 

2, C V 3 Xtt C V 4 Srffiffl"t*5 i t «. tfiftXte^ 

MBUfcPM-lffi##*tf ?>tl5 (BKWttffiK&Htf-IMO 92-19759 
#J») « 

(scFv) Ht77-^f^^WSia!i7 7-S?<0*i5te:3& 

tilt 7 t -^©ift-B^&tfflr-f-fttf, ttl^ii^tSk bfttto^ 
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i-5scFv©DNABB5!l#K & "*» * ft , & S3 fc&m'* 

H: HE D , WO 92/01047, WO 92/20791, WO 93/06213, WO 
93/11236, WO 93/19172, WO 95/01438, WO 95/15388* In -f 5 

p Hm^ftSfctftilfc^ *©3*flST-«K:#yA 

/v&ttlt&BjfcHS'frS-frfcDNA &5V>tt*ft&'£tr'<* ^-te J; 5 IS 

human cytomegalovirus immediate early promoter/enhancer ) £ 

* , 7t/^ A**, '/57y^ ;u*40 (SV 40)^<D ? -f A** ^ 
(HEFla) ft if Olifl.«|llfift*©^^*-^-/*^^^*-* 

SV 40 7"* ^-^-/ly/Nyf-lrft^tSi^, Mu 
lliganfe (Mulligan, R. C. et al. , Nature (1979) 277, 1 

08-114) , £ 7c, HEFla n * — * J/^ I/if - fe^ffi "J" 3 
, Mizushima (tdizushima, S. and Nagata, S. Nucleic A 

cids Res. (1990) 18, 5322 ) Kft x. tf£ £ HJfc**- 5 r. £ # X* t 
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tr^ffit'S^'^, Ward£><£#& (Ward, E. S. et al. , Nature (19' 
89) 341, 544-546; Ward, E. S. et al. FASEB J. (1992) 6, 242 
2-2427 ) , araB^ o ? -Ztiiftir . Better tf> (B 

etter, M. et al. Science (1988) 240, 1041-1043 ) fcftfctf J: 

|c£&£*S$l£\ pelB^i/^/l^E^J (Lei, S. P. et al J. Bact 
eriol. (1987) 169, 4379-4383) £ 1" tv tf <£ ^ 0 ^!)/7XA 

(refold) IttfflfS (0Jx.tf> W096/30394£#j&) . 

&9tjg& tittt, sv4o, # y $ 4 frx, rf/^^ 

(APH ) iffc^, (TK) *fl§^=»r 

tJ/f y^7sy*^*P#^h5V^7x9-1? (Ecogpt) it 
ft*, 5>fc Kp£ftX5oft* (dhfr) JUS^S&^tr- 

o 

5rii5t't5. #tfl:»ai©fc«>©££3Rf4 , in vitrofe J; in v 
ivo £>g£3USfc5, in vitro<Og£^ k It & > XMflS£r&ffl 

Hgfj&IJi&£teffl tSi^, IfrMJ®, til^M, XteXMUSSr 
fflv^i43S^!b5. Attflllil t Lttt, (1) rt&MJHftU 09*.tf 
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CHO , COS , ^ :r. n — -r, BHK (baby hamster kidney) , HeLa, 
Veroft£, (2) M£$t&l'J&, flfctf, T 7 U # 7 > #:*/HP**fi 
, fc$^B:(3) HAWIS, sf9 , sf21, Tn5 ftif#*Pfe*L 

tV^5 0 fit$J#fflJ&£ LTti, =3f7f > $ A? & (Nicotiana ta 
bacuB)*3fe0 3fBJfi* s *P ij , £ ft £ # A' 1~;ft> fi <£ V N „ 

&fSS&III&£ LTtt, S£#, flUtf, if- (Saccharomyce 
s)JRh $J X. fi* f" ^ # 13 * * * * "fc ^ ^ ^ 31 (Saccharomyces cerevi 
siae) , &ftn, m*.t£T *'<A'¥/I'XR (Aspergillus)* > 08 *. 
if T ^ ^ /t' ^ * • — # — (Aspergillus niger) & if $* $S & ft "C 

WHtlt *J!§^ (E. coliK feMm&tobftX^Zo 

, j#Jt3te&£ tufejWiia* in vitroT^^-fS -i^<t!5 #C# 
ft*. #F*tt» &*q©;fri!sfc#v^fT$. 0J;itf, «itHT, DM 
EM, MEM , RPMI1640, IMDMSTtt/fl-f* S r £ # T? £ , «i£jfiL*it (FC 
S ) ^©iifitlf ^Srflfffl-t-S - i t>T? t 5, 4fc, ftftitfc^ 
A Lfc»Bfl&&*l«l©Iftte*$^£"t*- in vivo fcttfcttfc 

in vivo (DMtkZkk Itli, Sft?:^t5i4^^li 

Z> b fcV % % (Vicki Glaser, SPECTRUM Biotechnology App 
lications, 1993) 0 * ft, SAfcLTtt, *>f = «rIV^5i 
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in" @"# 1-8^*^5 S KtSSfi^ 
i-#A b-CM^it^?- 1 bt^ltS, ^ftiffc^if A£ 

<tVN e (Ebert, K.M. et al. , Bio/Technology (1994) 12, 699-70 
2 ) o 

£#5 (Maeda, S. et al. , Nature (1985) 315, 592-594) . £b 

, 0!lxJ£pMON 530^#At, r. <Ds< ? ? — £Agrobacterium tumefa 
ciens Oi5«^^f yrfc»At5. :O^^J7t^3, 
^J^Lli'Nicotiana tabacum * * * a O H J: D J3f S <*> ft 

#£#5 (Julian, K. -C. Ma et al. , Eur. J. Immunol. (1994) 2 
4, 131-138) o 

±3&tf>£ 0 Kin vitroX&in vivo OWtk^KX tfCfc &M£.~f~ & 

^t^fi^ (h «) xtemm am) & = - k-tsdna 

WO 94-11523 #H) o 
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Ttt, Fab , F(ab')2 , FvXfSH $U L M <D Fv & jg MS !)yA-t' 
VftVtf^'A VYv (scFv) jJS^itffehS. 

3§3l£-fr5 ($l?Lfif, Co, M.S. et al. , J. Immunol. (1994) 152, 
2968-2976, Better, M. & Horwitz, A. H. Methods in Enzymolog 
y (1989) 178, 476-496 , Plueckthun, A. & Skerra, A. Methods 
in Enzymology (1989) 178, 476-496 , Lamoyi, E... Methods in E 
nzymology (1989) 121, 652-663 , Rousseaux, J. et al. , Method 
s in Enzymology (1989) 121, 663-66, Bird, R. E. et al. , TIBT 
ECH (1991) 9, 132-137 &M) . 

scFvte, #C#:tf>H my &MbL mv h <t t> # 

e>tv5 0 ^©scFvfcfc^-c, h my mnti my y*~. 

#?£L<te, K y V* — *^LT5t3ft**t5 (Huston, J. S 

. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883 

) „ scFvuifcttSH $iv mm^^m my mmtts ±mmwt it 

fB&&ftfc'b0>©V , >Tfttf>S3fc-CfcoT'b iVN 0 V ffiM *T&%£-fZ> 
,<-f*f- n Uli, mitl-ZT $ / B&12-19 3S3S**5>ft5ft 

E^-*^^^^ K#JBV» 6>ftS. 

scFv£ = - Kt* 5DNA li, If! !3 ft # H mxti. H $V ^$£=» 
- K i~ 5 DNA , *5£t>'L gtXte, L #KV fJ^*3 - K "f" 5 DNA £61 
|H, ^iie>©i?J<0 5 t>©0fS©T 5. y^SBj'J^ 3 - K i* 5 DN 
A V^PCR fefcj: D 
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— J.scFv£: =» — K*t"<5DNA » £ *u H tf , ^tifeSr^ 
& o T , scFv£ ft 5 £ 2: ^ * 5 . 
£ « r. tl fe £>#C#<Z> »f t> £ *b 5 o 

fctt£jh,fe©ffi#:fc«ifct>£'££ft ; 5. ft$t#fctt4&&# 
5 fete, ftfeft&iftftfcfc¥tt*fc«i*:lte1-£ tiaot#5:i 

o 

mmoxofcmtk. jsmstufc^fftt, i&±a>fe#it 

o /nf^VA * 7 Afc/flV>5fi# t UT, #l & > Hyper D , P0 
ROS , Sepharose F. F. « # ^ If & *b 5 . S ft © * * * 
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ZfobO ? ft -r V !? 7 ~7 4 — fiHPLC (High performance liquid ch 
romatograph'y) fcSffl"L#3o ig^HPLC (reverse phase HP 

LC) £fflV>T h £ 

S(-)T?5BiSte:#KLfcfL 280 nmtf>Mg£i&!l£U 1 mg/ml fcl. 

35 OD t ItlEttJtS, ELISA J; 3 * tt EtT © ± 5 M'J 

£ b #t?t5. r*t>t), 0.1Mfi£Ifte«« (PH9.6 ) t? 1 
ju g/mlfc:#& Lfc^&fc MgG (TAGS) lOOtf 1 5:96^^^- 
h (NuncM) l£ x. > 4tX— Sfe'f V L, 

Hftf5 0 y *^<&«, ffigtffcLfc + aW-ettffl S*v3ifc 

#Xtt:#i;#£^tf If y/;K &3 V^tt^fp t LT fc MgG (CAPPEL 

»)ioo/* i SrS^ l, mkit 1 f$fffl-r a yfs. 

5000ffiF#f3 L^r/U* y 7t^77^^l»St h Ig 
G (BIO SOURCES^) 100 1 SrJq*., (21 T 1 B# ffl'f V * a 

ifefrtK SfM^JDi^y^^^-'>3 MICROP 
LATE READER Model 3550 (Bio-Rad §S|) £ ffl V^ T405nm -eOK^t 

#3§BJ3T-&;B $^5 IL-6«#ii, IL-6g^# t O 
J.oIL-60^^^6«l«14Sr^^U^VN^®-C&5, BP*>, IL-6 

ft£#i4iL-6$##K:#LiL-6£*£ttK:<g£ , t-3rts, il-6©£^ 

^WiStt&'fc* L# V^fc, IL-6JC i 5 '>^"^^e^*3IWf1"S. 

IL-6&^£M*^ IL-60T $ / ^SB^JOT 5 / £fi&-f3 - 

£ K:* 9ggJI£^ALTf«£ft5, IL-6M#Ot> £ 5 IL-6 

IL-6T*fc5 0 

IL-60T /WtMPl&A&Vft***? y >f 
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7 A. ft k Tikts WHAT IF (Vriend ef al. , J. Mol. Graphics (199 
0) 8, 52-56 ) &fflV<T*<0~K#3ifc^*!lU" 5> KBft £ ft 3 

»«I*11JftT 5 /tSS^^ilUfc^, t HL-6i€^&3-Kt' 
S JfiSgEEI&Stf* LT, ii&*Tbft5PCR Sti 

t)7^; J: 5 (^I^#At5iifci 9, IL-6* 

K-**$3H5-?#*&ft3. £ft&i&£fcJ&£-CiSISfc* 

&fc!$!CTIL-6gfe£#&#5 i 5. 

09 i tttt, Brakenhoff et al. , J. Biol. Ch 
em. (1994) 269, 86-93 , &t>*Savino et al. , EMBO J. (1994) 13 
, 1357-1367 , WO 96-18648 , W096-17869fc $ ftT V^ 5 . 

K«> IL-63&*#S>3V*H:lL-6*: <Dffi&mftZ% U J.olL-6 

X^IL-e^^^^^^T 0 ^ Kt*IL-6S##XttIL-6l!:|S'frU, £ft 

e> zmu-rzz tizzy iL-6<oiL-6&&fc^<o&&z<$m&)iz®.m 

§g#©7 5 ; &@B?!H;:;i8V^IL-6£ IL-6g^#:£<Z>|£-g-fc&:b5 

±5 4^^f KB, S #10-80, #*L<tt20~5(K £9fr£L< 
f*20~40l@©T 5; yt^S^^iS.- 
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jfc, Bffi£/£ftXtt«ffi£#ft&fl^S -"fc^"^ 5 • 

tl5 0 S^^T'f 1 K ^VN^tiS^^SOS^tci 5 Boc 

SsiFmociSstei^SUSftS. 

SJsfcfcWc, Boc mttZ7 yikfcmxti h V y>v** * * V 
XFmoc*T?«TFA & ^ 5 Z. b & X* £ 5 o Boc ifc-Ctt, 

5, FmocfcTM*, 0J*.tfTFA f T?±IB t K«Otftf^T?JW«fll 
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# ft ^ n T h^77^-©7 p P7j"f/>©f - ^ ^ l!S 1* 5 IB 

IL-6gB#^:/?- K£.tfIL-6g^#:|F&#'<7 s ?- KOlfrMtt, #M 
5p2-188600, #M ¥7-324097, #M¥8-311098Rtf#IS#if &#US 
5210075 iui^^tLTV^, 

fctt, IL-6fe#t4t h#$SlS*fc (S6B45, KPMM2) , t hWy*/H* 
T!) ^°JfiM$cKT3 , fc5 VNttIL-6ft#tt^HJ3SMH60.BSF2 £Jg^ 
U £ftf£lL-6£*&;&D U iRjBtfclL-er^^ =?~* h 
r. i It i 9 IL-6«#tt*Bfl&<0 3 H-f- ^ 5* «:W£1-fttf«i:v> 

o 

^iipt, i^b#(cil-6T =f-* h £#D;t5 r. i i 9 , il-6S 
£#385lfcBJ&fc*££- Lfc 125 I g*iL-6&si£i-5. ±mry±-f 

=^ = ^ h &-&*ftV^tt=« ^ h »-/HI«:*st, W#T?#feftfc*S 

* * it 81" fttf IL-6T V* h OIL-6ia«fStSSrfP#1-5 - t 
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tf, jSH*i5o#*rtftlt, HBrtttlt, ttfirtifelt 

WS&S-S-fif*. -0(^1*11 kg&fc £> 0. 01 mg d»5>100 mg<Df£ 
ffl-CStfftS. &5 Wi, JS^ferc 01 ~1000 mg , #F * U< it 5 
~50mg fl> £ 5. 

*> 9 , ttlt #S1 kg&fc«J 1 (4ii^) t-0. 

5 mg*> b 40mg, £f 4 U < tt 1 mg** h 20mg£ 1 0 h & 0 K ft if X , 
#J;t«:2 0/iI, li/i, 10/2®, 1 0/ 4 ilft Z<D&-$X 
^i? a -;K'jfe|fe^OMrt^, j£T£ttft if <0 S# 
■fS^ifcft ^t?S>5. -/Hi, ^^^»H^*5 itfM 

&Sfit<£»JI*l£#l£ILfta s e> 2 0/51&5VM2 1 0/jia>k 1 0/ 
2®, 10/331, 1 @/4I©i 5 fw&-§-fHJIi£Mtf LTVn< ft 

£ T* mm ft ff^ * ti 5 fi#-*8&*n * Sr * tf t tf> T? o T J: 
^. r 5 fttfl#*3 £tfM^O#J i It, tK, Wm&Jfc&®iS 
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i/y^|)3-/K i/y^y 3-/u, nn, ^57^y 

, 7fT!) /UTA^-A^ ^rT!) Vi, fc hiktiT^^^ V (HS 
A) , -7y=h-/K y/nf y> h — x, mMBM®} h U 

ft b J£ PI ^ £ *i 5 t> <£> ~e t£ ft o 

(10% fetal calf serum(FCS) gsTJPRPMI) 
7 »^_ h 4 J - c> |ffljjS^^5Xl0 4 /^^^-C-, I^f&Mlfe^ MS 
TO, H2052, H28, H226& tfH2452<£>*£« £ P #f L , SB#fflM«$ 

3 igT-*f o7c 0 H28^JMi*IL-6M£**T*&o*:;iS, l©4 
IL-6S £ $c T? h o 7c o tif H2052&I ik m X. H226*ffl JJS ^ « IL-6 

igte^&m 5 #;<Z>IL-6g£#3§5i*£mRNA l/^/^aSlfe. 
HH4»JR £ LTKT-3 jRBJS&fliV^ $ h LT$Il!M(Synovi 
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ocytes)£r&ffl Lfc, £ tl b <DMffo & 10%FCS»RPMI * "C48l*IWSf 
jWlia4»©IL-6SW# (IL-6R) KtSmRMAfc, iW¥ 

|£ t LTGeneAmp PCR System(Applied Biosystemsfr) &J1 5 reve 
rse-transcribed-PCR(RTPCR)ifeK: £ VMMVtCo 2 
. 0 2 (T) tt, V h » t tt^ffi LfcGAPDH( 

^ U -fe /l/7^ft K-3- y yif t Fp — )OmRNAl:^^1 - o 
J;!), £te*&Jtt*BII&«IL-6g£#&»£«3IL-CV^ 

TV^ £#£$1 

fgjjfcff] 3 . IL-6JM«fcfc: J: SVEGFffi&«ai (1) 
lU4 t P&MJ® ; i*H2052*5 £tfH2452<Z>«;MJft£, RPMI 1640i£ 
**Tf, $«*fflMfi5Xl0 4 /£3Wi^ It, 24- ^/^l/- b 
±3 3iT?«*Ufe. SB. *£*U (1) fclfe*.IL-6 

(10 ng/ml) , (2) jfijfe*.IL-6 (10 ng/ml) + X. Plfctt IL-6R 
(100 ng/ml) fciSJMflL (3) $tIL-6a*#fit#Tf »> 5 t h 

SMbPM-lftft (WO 92/19759#J£) (25 n g/ml) m ± 5 H*& 
Lfc (RPMIteit *&**$) o IC3 0^filfet, ^#±» t P©Jfn. 
W^/^ff^S^- (VEGF) OiigSf, Quantikine Human VEGF Immuno 
assay Kit(R & D Systems*± ) \Z. £ 19 SO £ L > iSSISfttijEl 
fc. 

HS^StBI 3 fc^-f-. r©H*»e>M5>* a 'feii9, H2052#ffl« *3 £ 
0?H2452JttUia»'X?ttIL-6JW!»H:i U VEGF££#»i* $ tb7t 0 

jjj4. IL-6jjflJjlEfc ££VEGFg£iifg (2) 

JSttt&««ej|&«cH28S:ffl VNT> 3 Ufc. tif 

*%04fc*t. - © H b^^ii 19 , H28»IJ&*J|ett:VEGFK 

m£.wvhz iL-6Jfiija8:^^uT«:iiR^^fco7t. 
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mmm 5 . lL-6iM«fcK: i & stats <r> 'J 

I L-6 m J; 5 VEGFg & R* * * t? & 5 H2025#H £ * *3 J; I L-6 i 5 V 
EGFS&#»#*tf*>SH28lift«c«:, Iftift IL-6(10 ng/mD&tf pJ 
^14$I&X-IL-6g&#: (100ng/«l)©#3ET"<?. signal transducer 
and activator of transcription 3 (STAT3) ^CO^fa^- 

% STAT3^ bp-STAT3— © D y Kfc fcoV^T # * * ^ 7° n y 

HSA^S&^ftlO, H2052#fflJfetfcT*te, IL-6iM*fc30#T?STA 

nomwtev i/m4k#m#>t>titc 0 *f m 6«j h28jnh as -c i l-6jpj 

, 05t, p-STAT3»* y y»{fcSTAT3«r*L, STAT3« P ^ftflS i * 
y y$KbSTAT3<Z>3&ftl Sr^l - ,, 
gjj 6 . I L-6 jffl «fc «t 5 S0CS3 <P Bl ^ 

IL-6K £ 5VEGFjg£&£8c^fc5H2025toJ&#:J3 ilML-61!: i5V 
EGFK£#R*#"T»*> 3 H28#W »**.IL-6(10 ng/ml )& 1* 
IL-6S^#(100ng/ml)©#^Tt?^ V**.^- h U*CJW 
#«rfrW ^y^a^-i/aywOHKI, 2 g 4 i$|R| g 

il^ £ tl/c suppressor of cytokine signaling 3 (S0CS3) & 
lf^!)t;V7^7t K-3-!)^tft h'p^t-^ (GAPDH) 

K-T 5 mRNAORT-PCRfC J: 5 igipg# ©JW^ i t> 

H6i»6«6i»fta9, H2052*B IL-6#J*& 2 B#Hfl-CS 

0CS3 «RNA©8l**SW«>fetbfc. H28ate#T?ttfiftWftS0CS3<&i* 

ggjfeffil 7 . VEGFT" p^E--^ — Tyt/f 

VEGF7°n ^t-^-ia 9 ^ ^ 7 31 7 - it fc^ <P 31 & a 
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7*7 7 5: KpGL3-VEGF, !> ySHfcSTAT3&£t&£# U/c 
^^§JVEGF7° o ^e — ki J: 19 /u?/ 7 x 7 -^itfe^©^^* = v 
M-/vt5/7^$ KpGL3-VEGFmut$rf£jfcUfc (HI 7) , 
H2052JjiB Jt&50,000^ 9 1 n g£>pGL3-VEGF£ tc tepGL3-VEGFmut£r h 

^ 7 x 7 h u> h7^^7in £ JxfcHii il-6 (10 

ng/ml)i3 it^j|a»*.TBJ*ttIL-6S*#(100ng/«l)tfiM*Ufc. 2 
0 ISI$lJStOfc i > VEGFT'f *-^-*5 J:t> t ^SSVEGF7'n^-^ - 

o 

@8^^>P^^^^Ii)> VEGF7°p ^ U y|MfcSTAT3*t 

gfl £ NO Bfcb lL-6j«*fc £ SVEGFT'n 

faWiZ&tf 5 5VEGFjg£ig3£&> JAK-STAT^£^LT 

jfeife« 8 . IL-6Rtm%teIL-6%&ftfls7Jn tg^Sjg £ 5H2052, 
H226<fttj?i{Eit 

H2052*HIJ&#c£, 10%FCS8&iHRPMH&i6'K 96- 7 31/1,7* h {-5 
00Jii^/7^^T^^^ftl#> M*^J&tt:IL-6g£#0>lOOng/ml 
T?©#ftT*fc»#^K, J.o@*<2i£g (0, 1, 10X1*10 
Ong/ml) £>IL-6tf>#£T-Cs 53T?> 6-7 0 M#t tfc. tt*t 
EllORtf BU3fc:jj*1-. r tlbomfr b frftm 9 , H2052*ffljfe$c 
^t>-H226^J3S^{*j|a^X.^T^14lL-6^^^(100ng/ml)#4 Tt\ I 

HflEffll 9 . IL-6ftim-6Rg>aSilPfci: 5H2052*lJlft(Pii?illEiicS>I 
L-6Rt;i*fri-5 Jfttt (ffiIL-6Rtftft) J: 3 flUBI 

IL-6R IL-6S * # £ 5 H2052#BI J&W <D W M (E it # trt IL-6R#i # 
fc£ 0»{&J$;h,5a»5a>«:ji,5fc*, H2052#MM£, 10%FCS»R 
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?mmm*. 96- * x/w/w- h {c5oo^Ba/^^^t?^i^^^t^ 

lOng/ml© mm IL-6R lOOng/ml ^T^ti IL-6g& 

#©#ftTT\ &o;@*©Sg (0, lMg/mlX«25Mg/">l) <*> t 

STyfe^f It i (OD 450) SrSOfcLfc. 

*&E|llteji*1- 0 =t<Dm^, ftIL-6Rft#f«&fe#l£t-«*fi&» 

lot MgGi«rJu*.fc»£* *pf&l3&*W:Jl bJi**»ofc. 

gffiMlO. IL-6R T* pT^#IL-6^^#^ HD tC £ 5 £ 5H226Q 

H226#fflJ&$c£, 10%FCS|RjPRPMI«Fifi«f», 96- £ U- h > 

5OO*III&/**A'0»*"T?SKJ&**'<?*** tit iTOteIL-6g& 
#O100ng/mlT*O#^ETT?^ Jl O S * © jg g (0, 1, lOXttlOOn 
g/ml) ©IL-6©#£T"?> X«25m g/mlOMRAO#^Tt?, 35tT? 

iL-6^£im£©H226;M&tt^ iL-6S£jgtt©H2052M*fc t mm 

, Eifex.pT^tiIL-6^^#(100ng/ml)#^ET-e, IL-6$g##ftf£ 
itfltL, ^©iimfiftlL-eRftftfcJ: »? # frj £ ft 0 

ayfeaiL IL-6Rtf^T»^IL-6$^tf aSiP J; 5H2052*Ifl5ffU 
H226^Jfc^©tg^g^©^L-6g&ftffi&fc J: SflifiP] 

H2052jfo/!&1*&tfH226M#;&> 10%FCS^jjPRPMI^* ^ s 96-* 
iA'/ U— h K200mf^/^ s/V-CjW , IL-6 (lOng/ml) R 
l>**Tigt4lL-6g&# (lOOng/ml) ©#ftTt\ £of*©gI (0 
, 1 Mg/ml, 5/zg/ml) ©t hSKkPM-ltrtfrO^F^ETT?, 5jg^ 
6 0M^«Ufc o MTST y ±4 J: U H2052*BJi&#c&tfH226 

» IS IS #»*«r»l£Lfc. M*l?itspM2> IL-6/sIL-6R^^ 
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fctIL-6g^#ft#tt, H2052«&&l>'H226M&©IL-6/sI 

, SiIL-6$«#giflc©ft*>!Jfcrat»«©t MgGl (Sigma) 
iDUfei^, It 5ii Mi S9 6»*i<t*»ofc. 

£ftfl]12. a IL-6^ & ft &ft [C J: 5 a IL -fiifill 1 J: 5 VEGFg £ 

t h SUfcPM-liftfl:©** (0.1/ig/ml, 5/xg/mD tt£ Jfifll 

, H226, H2O52Rtm452K::fettSIL-6ffl»^UVEGFg£lt*0 8l 

lL-6/8lL-6RJW*mJ:5VEGFS^R»Sr^^l!:«i«!lUfc. - 
£\ MHt, $tIL-6g&#ft#0ftfr0fcP*Ica*®fc MgGl 
(Sigma) Lfc#£, VEGFg£ff# <0 ffll f&lte ffl tt B * tb * 

^ o fc „ 

^jfe^iJ13. ffilL-Gg&ftjft&K: J: 3STAT3U VifefcOflUB 
YEGFg^SI#acT-*)5H2052j|«|ia«cXU!H2452»II&tt5"T?s IL-6 (10 
ng/ml) l«ttIL-6g®# (lOOng/ml) JHtt i 5 ft# * ft 5 S 

TAT3 U 5/*ft*s, 5 pg/Ml©ftIL-6££#St#fc* 9 «lfWS*lS^ 
SrttWUlfc. IS**BI16H:*-t- 0 ftIL-6g£#}7i#: tt, 

^'l4 I ^ 3 SM/NBl&^fcv^'CIL-6/sIL-6R^J^:^«}: 9 mmz tis y 

<ftSTAT3 (p-STAT3) tW*fc»fWUfc. ^IHt, JjtIL-6 

g^r-flcfctftOftfr 9 CISO t MgGl (Sigma) &ML7c^ 
£ , STAT3<9 y ^Kft ©fl> SO tt K i ^ £ B * & ft * o . 
jSffigm. Mtt4»AB»ilfi<ofi«fc^-t -afeVEGFa:^(oas 
H2052M^&tfH226$BJ®&£, 10%FCSjR JPRPMIif* * > 96- 
^)\s?V- h JC500jj!fflfl&/ ^ a/U-CJfte IL-6 (lOng/ml) & 
tfl&Jfc*.*r*ttIL-6a*# (lOOng/ml) <0#£T"?, I^lfj/il 
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MTST yt/ia 0 J***"**!* Ufc. fcflR i: L T » ftVEGFftft 
©ft*? flfcPI * MgGl (Sigma) £/f^fc. ^^Sri2I17{c 

*rtf>5iSm, ftVEGF^Cfttt, IL-6/aIL-6RJW#fc «fc 5 MJ&mM ' 
Sr&fBI U**»ofc. :©ri*f>, IL-6/sIL-6RjflJ$(fc: £ 5 Site f 

&mMfommfcmiz. vegf^^-ts t> wtz^z. t #nm\*it. 

Yamasaki £ ©;£?£ (Yamasaki, K. et al. , Science (1988) 241, 
825-828) ft V^&*bfcIL-6g K1" 5 cDM££ t? 7" 7 

^; KpBSF2R. 236^^VNTs PCR & \Z X V TOte IL-6g&# 
L/C ^7^5; KpBSF2R.236«r»Jlfi»5(fSph I "C Lt, IL-6S 
&#cDNA£#, ^tl£m P 18 (Amersham&l) tjfALfe, IL-6^^# 
cDNAfc* h^a KVl:«At5± 5 trf'f ^U7t^^^- U 7" 

Srffl V^T, ^yif f,P§a-^^x^'/^V^7*i> (Amer 
shamM) iaO, PCR & Tf IL-6S * # cDNAfc f£ H Sr # A L , r © 
&ftMc<fc Fy^T^ $?345 ©ffcSK:$ A <* *V 

ttIL-6g^#£=i- K"t5 cDNA## htl1t 0 

pT^ttIL-6g^#cDNA£CH0 T?I§9I1" 5 * * ^7^5: K 
pSV (Pharmacia^) irg#t£-fr, 7" 7 * £; FpSVL344 £#fc 0 dhfr 
©cDNA^frT'y * S KpECEdhfrf-Hind Ill-Sal IX'WWi V1t 
ttIL-6g^#cDNA£}?A U CHO #fflM3!:/7*5 KpECEdhfr344 

10/ig<^^7^5 KpECEdhfr344 £dhfr-CHO#fflJ&#;DXB-ll (Urla 
ub, G. et al. , Proc. Natl. Acad. Sci. USA (1980) 77, 4216-42 
20) ^ # )V \/ A 7 * * 7 x. 4 htt&fe (Chen, C. et al. , Mol. 
Cell. Biol. (1987) 7, 2745-2751 ) iz. £ V , h7^^7ini 
fco h9^^7*^HUfcCH0lBI&*lmM ^ 10% @#rFC 
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S , 100U/ml <D ^ ~ */ V V *S <fc 100 n g /ml M/Zb^^V 
V £<£tf* W^-i/ aMEM Jg^T-3 Lfc 0 

0 *fflJJS^ * -y*mit 0 i^CHO p - V&20nM~-200nM 

h h l^-fe- h T?i#*S fc b i5j$t£lL-6g£#m£CH0 SB 
J^^5E27^#fc 0 CH0 $B«5E27£5%FBS Sr^tf>f * = 
A"<=ii&fcjft ( IMDM> Gibco ft) T?i#^Lfc 0 #*±i* £ @ JR U , 
#£±»*©T5Ii&ttIL-6$£#©a£fcELISA fcTSUSbfc. *® 

fc. 

10 ju g (Hirano, T. et al. , Immunol. Lett. (198 

8) 17, 41 ) 5:7 p >T V ^i7v?a/^y h £ £ % (dBALB/c-7 ? * 
U JllLflltii:ttILr6tt##«iat?* 5 4^-IW«K 

3-/Vl500£/^TS:*P-^}!ifl&lfcP3Ul£K££"£fc. 
|f — -r^HAT i&4l?0E«:JHV'3Oie>©#Sfc (Selective Methods in C 
ellular Immunology, W. H. Freeman and Co., San Francisco, 351, 
1980 ) l^otl^U, trCt hIL-6in;#:£g£f S^W !> K- 

^ p ^ h (Dynatech Laboratories, Inc. , Alexand 
ria, VA) 0. 1VMD carbonate-hydrogen carbonate^tff ^ (pH 9.6 
) fpV 100 v 1 (D^ Xlg (10ju 1 /ml, Cooper Biomedical 

, IncM Malvern, PA) £ «J 4 t T? - !fe =» - h U fc . &V>T?, 7 
h £ 100m 1 © 1 % !7 9 s6LtkT/\''7$ f (BSA ) Sr^tfPBS 
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m&PBS" 100 a 1 <D^4^]) K-^JS4l±»Sr 

❖ ft^iJD*., 4 °CICT- Bfe'f V**"* — h.Lfc. 

2000cpm/0.5ng/welli ft 5 «fc 5 fc 125 I MM&M IL-6& # ft 
~.*JDU * * - (Beckma 

n Gamma 9000, Beckman Instruments, Fullerton, CA) "Cffll&Lft: 
o 216 ^4 -f y K— 9 * — >© 5 •£>32£>/^T > /!) K — ^ c — y 

-T5in:iL-6in:#:MH166 ttlgClic © * 7 * ^ £ 5 . 

oV^X\ IL-6#c#tt^ £ U K-v^ b -yMH60.BSF2 £ 

ffiVMTMH166 SifiaS^'f^!) K-^O^jafcH-t-S fftSttSr 
W^fc. MH60.BSF2 fflj&$rl *10 4 /200 n 1 /ft £ ft 5 J; 5 

£*lfcMH166 #t#£^tfir 48B#P^Jg«L, 0.5 

li Ci/ ft© 3 H ^5 (New England Nuclear, Boston, MA ) & 

JP*.fc«, ^M«*Sr«»t3t:. *fflife£ 7 /U* -'<- 

/ , ?— ±fc*5#x iSl^ — (Labo Mash Science Co., Tokyo 
, Japan) tfeSU, =» V h v — t U X 7 f" ¥£t IL-6tfifle * M 

MH166 tftfl:B:IL-6K: J: 9 ^ >g £ ft 5 MH60. BSF2 *fflfl&© 

3 H ^5: v^©&&# fcPlWLfco roriJ:?, MH 

166 &#&IL-6©?&t£&*?n1-5 i^W^i fto7c 0 
j£3tflfl 3 . feiU IL-6g&ft*n:ft©iali! 

HirataP>©#& (Hirata, Y. et al. J. Immunol. (1989) 143, 
2900-2906 ) K £ 5 LfcmL-63£#ft#MT18£CNBrfc J: !J » 
£ ■£ 7c "fe 7 7 o — *4B (Pharmacia Fine Chemicals^, Piscat 
away, NJ) £ jfctf Ufc # o T*S£ § * , IL-6g£# (Yama 
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saki, K. et al. , Science (1988) 241, 825-828) SrfllFfiLfc. t 
h ^ X. xx jfflflS^U266^1%v f *c b - y (Wako ChemicalsHi) , 10 
mMMJx^y -;VT 5 V (pH 7.8) *3 «fctf0.15M NaClfc^tflmM p- 
/7 7> y 71 = ^^ 9 1/7* )V 7 * =- y )V ir y 4 K'W K»^p 
y K (Wako ChemicalsSK) (^^^Vilt) T?pT&fcU * 7 
7 u - x - X k fa £ £ & tcUU8&iV£ b m& Vtt . ^t, tf- 

BALB/c-v £3 X10 9 fiOU266«BI&*»?>^fc±iaTffi^»®IL-6 
g^ftinoia 43 t (C4 B&iSEU * <D&1$m\C £ 9 ^ -<f 7 y K-v 

ftfcTIL-6££#^<&JI*#?&ttfcWI'<fc. 5 7l0 7 1@<Z>U266&IB&& 
3s s (2.5mCi) T'SSl, ±|Bv?=? h^^^ff^-C^T 

jg-ffcLfc. BT»^U^tU266j(BI&SrO. 04ml^*tf>-fe 7 r *-*4Bfc*- 
X £ #/cMT18£n;#: *<0«, h =- ^Mf&T*6 

®»5i*U O.25«10$?¥ h-V««T« (PH3.4 ) t> 3 s S - * 

a-s i/;RIJJIL-6g£#&afcffi $ 0.025ml <DW Tris (pH 7.4) 
t? fp ?P U 7t . 

0. 05ml£>^-f 7* U K — v^*±»Sr0. 01ml ©Protein Gt77P 
(Phramacia Si) tS^lfc, «si*Ufc&, -fe7r*-*£± 
|BT?PfiU/t0.005«l © 3S S «fl«IL-6££#i8«i i fcfcW 
K-Mfc. &;g£t|«|C£SDS-PAGE-?##f U IL-6g^ft££jS 

y K — ^ if v — VPM-l (FERM BP-2998)£#:& Lfc 0 U K — 

"?PM-ia>S>g££ ftSftfrtt, IgGl s^t/^'f/^ftS. 

L-6tf)jf£-8-piW?£tt£ * h 5;3in--7#fflJ!S^U2665rfflVNTl^-<fc: 0 
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t hm&MlL-6&J:BM ± VmMl, (Hirano, T. et al. , Immunol 
. Lett. (1988) 17, 41-45) , h V - '> V 9 - (New Engl 

and Nuclear, Boston, MA ) J: 5 1,6 I«»Lfc (Taga, T. et 
al. , J. Exp. Med. (1987) 166, 967-981 ) 0 

4 X10 5 {®<Z)U266jfi|IlJ5&£l B#Pfl, 70% (v/v ) £>/W^!J K-^ 
PM-l<E>ig#_htif £ tfHOOOcpm© 125 I e»IL-6£ t fc L 
, 70 m 1 Of-y^/^Sr 400 ju l©v>f^7 a -^!l?!Jxf I'^f 

^-^c: 3oom i <pfcs ±k:mu &'b<o'&, mi&±<oi&%sfem 

t©M, ^-(fV K-^PM-l*sS4"t"6tn:#W:, IL-6©IL-6g 

Saito, T. et al. , J. Immunol. (1991) 147, 168-173 f£|E^<A 
# & fc <fc ? x IL-6S^#:^*f-f 5 * / ^ » —-r^^iW 

-7 £ ^ PlSlfttIL-6S^fr«:g^-t-5CH0 }HJ® £10%FCS£-£t?IMDM 

JbfBSaito, T. et al fcAffigel lO^A- (Bioradft) KWM 

4 ~T 4 *-* ? Afc^T^ **^»ttIL-6£##*T*llf» 

#kftfc^£**TigttIL-6g^#50M g^7MV h^^Ti^a 

f,tt7f^y h f>%±7 *Ja.*V K"Cii*D^^ Ufc. 450 1 ^7^ 
MPMURilll&£8» U 2 xiO 8 fiSrl X10 7 mwtxZ^"-^ 
jf$J&P3Ul t 50% ©PEG1500 (Boehringer Mannheim ®1) £t>*>V>T 

a v hat ^m^x^^c? y k-^&* * 
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V y h IgG ifcft (Cappel») ^-Hfc/l/-H:^ 

#^T*, ?f-^3yW ^^IL-6S^^ft^*3«t T /V # y 7 

&2 mo"^*^--^^^ i£-©/w y y k-^ * * - 

y%mtc 0 ^ <D? p -^£MR16-lt £#tt7c. 

-5 ^ fP^ffi^rMH60.BSF2 M (Matsuda, T. et al. , J. Immunol 
. (1988) 18, 951-956) &fljV>fc 3 H f- % i? V om&frVM^tc. 
96£ zl)V?V- b K1MH60.BSF2 fflj&Srl 7 10 4 fi/200 /i 1 / * *^ 
£ 5 £ 5 Klflfi U^: 0 n <D-?V- h fclOpg/ml £*IL-6£MR 
16-lft#XteRS12}fr#:£12.3~1000ng/ml *D^T37°C, 5%C0 2 T?44 
1$ IHJ J&* L fc £ x 1 /z Ci/ «^ a /KO 3 H ^ S ^ K. „ 4 R$ DO 
^fC 3 H ^ 5 5* Lfc. *©*&*MR16-lft#W:llH60 

. BSF2 ffligO 3 H ^5 V U7t„ 

UTt^oT, A^f^'J K--TMR16-1 (FERM BP-5875) # M £"t" Z 
#t#&, IL-6©IL-6^^#:}w^-r5^^^PI^t-§ rH^M^i: 

o ft o 



46 



WO 2005/037315 



PCT/JP2004/015674 



ft # <d is m 

I. W y* — p -f ^ f-6 (IL-6) 7V^^=^ hSrf ^^iri: U 

4 ~ 7 ©V>"f *b*» 1 «£|B4t0><f l Atttt8#l. 

T'fcS, If 6 fcfB«©* &ffi&#J«. 

10. pfiB-^ £*IL-6g^#fc:ft1-5 * y * p --*vv#L#J&SMR16-l 
#l#T*&5, t*#* 7 Kl|B«©«f»fiJS?&Sfcai. 

II. miBIL-6g^#fcttt-5ft#tfML-6g£#i£^5*y- 7 ft 

47 



WO 2005/037315 



PCT/JP2004/015674 



13. r/^-M *y-6 (IL-6) 7 =^~* h h U 

14. M%, t ¥Bi.mtfmm t ¥&m'vhz, mxmi sfct&momm® 

16. mmil-GT y? MUL-6g £ 5 jfi 

W^«13~15^VN-f ftfr 1 3CfclBiie>if 

19. itrieiL-6g££Mc#f 3tii#riW£ ^IL-6^^^^^-f5^ 
y * p-^A-taft-C-feS, ^*«16{c|B«^*i5il«]M^Jo 

16~19<pVN-f *ta> 1 «£IB«<£if fit«iJ£iJ<, 

21. ftrlB t h IL-e^^^^^-f-S^y * * -^^«i#:^PM-ltn:#: 
T*&3, W^«18(::iB«©li5gffl]^J^Jo 

22. |fliB-7l>^IL-6^^#(r^i-5^y ? p -^^iii#:^MR16-l 

ft#:-?&>5, If ^«19fc|B«<^ii5i«]^^Jo 

23. MmiL-6g®fcfott1rZ>tfLfttflL-e%:®ft\Z.tt-rZ *t yft 
#\ t hM^ft^fcin hirL#:-efc5, W #^16~ 22© tlfr 
1 *^iB^©Jimtt]^^Jo 

24. tHmiL-6g£fciZtti-Z t hllb^^t MHfcPM-lft#-C 
W#^23fc!Ef&<Z>ii58fllMJo 



48 



WO 2005/037315 PCT/JP2004/015674 



10000 



Fig. 1 



1000 



100 



bo 
E 

too 
a. 



10 



MSTO H2052 H28 H226 H2452 




WO 2005/037315 PCT/JP2004/0 15674 





WO 2005/037315 PCT/JP2004/015674 



IK 7000 



5000 



% 3000 

£ 

bO 

a 1000 



Fig. 3 
(A) 



RPMI IL-6 IL-6/SIL6R taIL-6R 



18000 



5 14000 

A 

* 10000 

ax; 



g 6000 



bJO 



2000 



(B) 



RPMI IL-6 IL-6/SIL6R irClL-6R 




WO 2005/037315 



PCT/JP2004/015674 



Fig.A 



K 30000 

V 

* 20000 



g 10000 



bJO 
CL 



0 



RPMI IL-6 IL-6/SIL6R truIL-6R 



WO 2005/037315 



PCT/JP2004/015674 




WO 2005/037315 



PCT/JP2004/015674 




WO 2005/037315 



PCT/JP2004/015674 



< 








o 

Q. 


/ 


O 

-J- 




> 








1 








H 

















Q 

^ 

CD 
LU 
> 



o 
X 



\ 
\ 

\ 
\ 
\ 



« 

, CO 

< 

1 — 
CO 

I 

CL 



/ 



\ 
\ 

\ 
\ 
\ 
\ 



LL- 
CS 
LU 

> 
I 

CO 

I 

CD 
Ol 



CD 
LU 
> 
I 

CO 
— I 

O 

Q. 



Vv 



WO 2005/037315 



PCT/JP2004/015674 



T 0.4 



Fig.8 



1 J 

2 0.8 

CD 
I 



0 



PGL3-VEGF 



pGL3-VEGFmut 



M 7 



WO 2005/037315 PCT/JP2004/015674 




WO 2005/037315 PCT/JP2004/0 15674 



Fig. 10 



OD450 

0.35 
0.3 
0.25 

0.2 
0.15 

0.1 
0.05 
0 



0 



(A) 





T 


I 


















































• 







1 10 
IL-6ME 



100 



(ng/ml) 



OD 450 
0.6r- 



0.5 
0.4 
0.3 
0.2 
0.1 
0 



(B) 



1 10 
IL-6*JS 



100 



(ng/ml ) 



WO 2005/037315 



PCT/JP2004/015674 



OD450 
O.61— 



0.5 
0.4 
0.3 
0.2 
0.1 
0 



OD450 
0.6 



0.5 
0.4 

0.3 
0.2 
0.1 
0 



0 



0 



Fig. 11 
(A) 



1jjg/ml 25jjg/ml 
ttIL-6Rttft*A 



(B) 







1 




1 




T 






























1 







1jjg/ml 
IgG1*A 



25pg/ml 



WO 2005/037315 PCT/JP2004/015674 



OD450 

0.35 

0.3 
0.25 

0.2 
0.15 

0.1 
0.05 
0 



Fig.12 



± 



± 



Q> \^ \^ \^ J$ 



J 



i i-emm 



100ng/ml of sIL-6R 




WO 2005/037315 



PCT/JP2004/015674 



bJO 
CD O 

W CD 

□ □ 



CO 
C7> 



CN 
CN 

X 



o 
o 



c 



CD 



CO 
O 



CN 



13X V 



WO 2005/037315 



PCT/JP2004/015674 



MRAXIilgG - 



its 



1.5 



S 0.5 



MRAXfilgG - 



Fig.14 

H2052 




H226 



5 (jug/ml) 

-*-fc hSHbPM-liaft(MRA) 
t hlgG 




5 (/jg/ml) 



Mi 



WO 2005/037315 PCT/JP2004/015674 



< 

T 

Q_ 

m 130 



u u 



LO 

cn 

LL 



CO 
CN 
CM 



o o o o o 
o o o o o 

LD CO CM r* 



VEGRM 



o 

LO 

z 



Q O O O O 
O Q O O O O 



VEGF*Jt 



+ LO 



+ 



to 



I o 

_l — « 



CD 



- -f LO 



<£> CD 
I bO 



CN O CO tJ3 sj CM — « 



co±* 

I < 
— i az 



CM 
LO 

CN 

X 




O CD O O 

o o o o 

CO CO -J* CN 



CM 
LD 
O 
CN 
I 



^2 




- + LO 



O O CD O O O 

o o <=> o o o 

CD LD ^ O CN r 

VEGRM 



CD O 
1 bO 

__l — . 



CO 



< 



WO 2005/037315 



PCT/JP2004/015674 




WO 2005/037315 PCT/JP2004/0 15674 



Fig.17 



H2052 




+ + + 

0 ta-VEGF ftffffilgG 



H226 



*P<0.05 




0 



+ + + 

0 i/v-VEGF SMBIgG 



1 M 



17 



4 • 



INTERNATIONAL SEARCH REPORT 


International application No. 




PCT/JP2004/015674 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 A61K45/00, 39/395, A61P35/00 



According to International Patent Classification (IPC) or to both national classification and IPC 

B. FIELDS SEARCHED ~~ 
Minimum documentation searched (classification system followed by classification symbols) 
Int. CI 7 A61K45/00, 39/395, A61P35/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
CA(STN), MEDLINE (STN) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


X 


H.Bielefeldt-Ohmann et al. , Interleukin-6 
involvement in mesothelioma pathobiology : 
inhibition by interferon oc immunotherapy, 
Cancer Immunol. Iromunot her . , 1995, Vol.40, 
pages 241 to 250 


1- 


-24 


A 


Hiroshi SUZUKI et al., Anti-human interleukin-6 
receptor antibody inhibits human myeloma growth 
in vivo, Eur .J. Immunol . , 1992, Vol.22, pages 
1989 to 1993 


1- 


-24 


X 


JP 8-245414 A (PRIVATE BIOLOGICALS CORP.). 
24 September, 1996 (24.09.96), 
Full text 

& WO 96/40966 A & AU 9660381 A 


1~3, 


13-15 



f*1 Further documents are listed in the continuation of Box C. 



I 1 See patent family annex. 



♦ 

"A" 



Special categories of cited documents: 

document defining the general state of the art which is not considered 
to be of particular relevance 

earlier application or patent but published on or after the international 
filing date 

document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other means 
document published prior to the international filing date but later than 
the priority date claimed 



"T later document published after the international tiling date or priority 
date and not in conflict with the application but cited to understand 
the principle or theory underlying the invention 

"X" document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"Y* document of particular relevance; the claimed Invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
19 November, 2004 (19.11.04) 


Date of mailing of the international search report 

07 December, 2004 (07.12.04) 


Name and mailing address of the ISA/ 
Japanese Patent Office 

E*»?fiimileNo. - 


Authorized officer 
Telephone No. 



Form PCT/ISA/210 (second sheet) (January 2004) 



INTERNATIONAL SEARCH REPORT 



Internationa] application No. 

PCT/JP2004/015674 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



WO 01/42484 Al (HUMAN GENOME SCIENCES, INC.), 
14 June, 20O1 (14.06.01), 
Full text 

& AU 2001/20663 A & US 2002/0037523 Al 

& EP 1244807 Al & JP 2004-500810 A 

T. NAKANO et al., Interleukin 6 and its 
relationship to clinical parameters in 
patients with malignant pleural mesothe 
lioma, British Journal of Cancer, 1998, 
Vol.77, No. 6, pages 907 to 912 

Masaaki HIGASHIHARA, M.D., Increased Secretion 
of Interleukin-6 in Malignant Mesothelioma 
Cells from a Patient with Marked Thrombocy 
tosis, Cancer, Vol.70, No. 8, 1992, pages 
2105 to 2108 



1-3,13-15 



1-24 



1-24 



Form PCT/ISA/210 (continuation of second sheet) (January 2004) 



HBStli®S-§- PCT/J P2004/0 1.5 6 74 



a. &wo&-r&m<o$m mmmim (ipo ) 

Int. CT A61K 4 5/00, 39/3 95, A61P 35/00 



WaSrtTofcft/MMW (BR4»n^HH (IPC) ) 

Int. CI' A61K 4 5/00, 3 9/3 9 5, A61P 35/00 



CA (STN) , MEDLINE (STN) 



x 



H. Bielefeld-t-Ohmann et al., Interleukin-6 involvement in 
mesothelioma pathobiology: inhibition by interferon a 
immunotherapy, Cancer Immunol. Immunother. , 1995, Vol. 40, 
p. 241-250 

Hiroshi Suzuki et al. , Anti-human interleukin-6 receptor 
antibody inhibits human myeloma growth in vivo, 
Eur. J. Immunol. , 1992, Vol.22, p. 1989-1993 



1-2 4 



1-2 4 



roj q Wet 4 BBS, fcffl* Jaw«fc-BX-#*5X» 

rpj BRUURBfTC. *^£Hfi0£»0£at&&3ttUp 



©0 tufclttR 
TTJ B£HMB3Ui£j^4fcfC^£tLfc&ft-?4>-9T 

tyj »K§B»o«>«J3tt^*>o-c, Slfca:iS*ite©ieil 

.fco-CitjHfePfc^ 6ii5 t>© 

r&j iR)-/<x^h7 7-? y-x® 



1 9. 11. 2004 



BBKSf3lE$R&©3Bi£B 



07.12.2004 



b*bimw (i sax j p) 

Vffi#9l 0 0-8 9 1 5 
aOEBfftHKBtfBST I 4# 3 # 



am an* 



0 3-3 581-1101 



4C 



9 2 6 1 



3 4 5 1 



tSPCT/ISA/2 10 (M2^) (2004^1J?) 



PCT/JP2004/0 15 6 74 



JP 8-2 4 54 1 4 A b '<4 jrW1]>\<% 

a^WVay) 1996. 09. 24, ±~X 

&WO 96/40966 A &AU 9660381 A 



X 



WO 0 1/4 248 4 Al (ta-^?^ Z?/~J» 
^X, .^ya^WryK) 2001. 06. 1 4, 
&AU 2001/2 0 663 A 
&US 2002/0037523 Al 
&EP 1244807 Al 
&JP 2004-500810 A 



T Nakano et al. , Interleukin 6 and its relationship to 
clinical parameters in patients with malignant pleural 
mesothelioma, British Journal of Cancer, 1998, Vol.77, No. 6, 
p. 907-912 

Masaaki Higashihara, M. D. , Increased Secretion of 
Interleukin-6 in Malignant Mesothelioma Cells from a Patient 
with Marked Thrombocytosis, Cancer, Vol. 70, No. 8, 1992, 
p. 2105-2108. 



1-3, 13-15 



1-3, 13-15 



1-2 4 



1-2 4 



WPCT/ISA/2 10 (&2^-*©®#) (2004fU) 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

&BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

EfcOLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHffilT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



